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Translational fusion of GUS reporter and its activity assay
For translational fusion reporter assay for HrdB (AQF52_5901), pGUS (1) was used to construct pGUS-TL. To remove the ribosome binding site (RBS) and the start codon of the glucuronidase (GUS) gene, pGUS was digested with SpeI/ScaI. The removed region was replaced with an amplified DNA fragment using primer pair (pGTL-F and pGTL-R), resulting in pGUS-TL. It has a multi-cloning site, including XbaI, KpnI, SpeI, NdeI, BglII, and StuI sites, and the gusA gene without the RBS and the start codon.
To identify the start codon of the hrdB gene, six DNA fragments from -533 to +24 of the hrdB gene were cloned into the XbaI and StuI sites of pGUS-TL, resulting in pG-HrdB T1 to T6. The GUS activity was measured as described previously (1) . Briefly, cell lysates prepared from the exponentially growing cells were incubated with pnitrophenyl glucuronide, and the optical density at 415 nm (A415) was monitored during incubation at 37°C. The slope of the absorption curve was used to calculate the activity based on the following relationship: Miller Unit = (A420sample -A420blank) 1000 / (time (min) × volume (ml) × A600culture). and subjected to segregation for Apr-sensitivity (Apr S ) followed by screening using PCR primers (rpoC-F and His-R) to select JE04 from the wild type segregants.
Figure S2. Construction of the integration vectors for FLAG-tagged HrdB
A. Construction of pSETF-hrdB. A DNA fragment of the hrdB gene (from -533 to +1545 nt from the start codon) including its promoter region and without stop codon was cloned into the pSET152F digested with XbaI/StuI via Gibson assembly.
B. Construction of pSETF-hrdB(K259Q) and pSETF-hrdB(K259R). DNA fragments were amplified using overlapping primer sets designed to incorporate a mutation (K259Q or K259R). Amplicons were assembled with the pSET152F digested with XbaI/StuI via Gibson assembly. 
